Pemphigus is the commonest autoimmune vesiculobullous disorder on the Indian subcontinent. This results in blistering of the skin and the oral cavity, which if left untreated is almost always fatal. It is caused by autoantibodies directed against cell-surface antigens on keratinocytes. Pemphigus autoantibodies are mainly directed against the desmosomal adhesion molecules, desmoglein1[Dsg1] and desmoglein3 [Dsg3]. The production of recombinant Dsg 1 and Dsg 3 antigens have made possible the development of an ELISA for the diagnosis of patients with Pemphigus vulgaris [PV] and foliaceus [PF]. Hence this study was done -1) to evaluate estimation of these antibodies in Pemphigous in Indian patients. 2) To correlate the antibody titres to mucosal and cutaneous involvement.
36 patients with pemphigus confirmed by histopathology and direct immunofluorescence were included. 36 patients with acquired immunobullous disorders other than pemphigus were treated as controls. Oral and skin lesions were scored by the number of lesions as Quiescent,minor, moderate and severe activity. The Dsg antibodies were allowed to react in Dsg antigen coated wells. After incubation and washing, it was conjugated to peroxidase labelled antihuman IgG. This was detected adding substrate to peroxidase after a wash step. The statistical analysis was performed using SPSS11.0 windows. ROC analysis was performed to determine cut-off values for Dsg1 and Dsg3 ELISA.
Dsg3 was positive in 82.14% of the patients with PV, while Dsg 1 was positive in 64.28%. Dsg 1 was positive in 100% of patients with PF and Dsg3 negative in all. The sensitivity and specificity of Dsg 1 was determined to be 100% and 97% and that of Dsg3 82.14% and 100% respectively. Dsg1 and Dsg3 ELISA are found to be a new diagnostic and monitoring tool in dermatology clinics to make a rapid, accurate diagnosis and therapeutic tailoring. Biochemistry, December 2007, Vol. 22 (Supl.) P6.2
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Candida albicans is primary etiologic agent of candidiasis, a disease that can vary from superficial mucosal lesions to life threatening systemic or disseminated disease. Ascorbic acid enhances the lethal effects of known antifungal compounds on Candida albicans. Currently, use of standard antifungal therapies can be limited because of toxicity, low efficacy rates, and drug resistance. In the present study synergistic effect of Ascorbic acid and antifungal compounds on growth, H+ efflux and drug resistance profile of Candida albicans have been studied. Proton extrusion measurement (H + efflux) was done using pH meter. For characterizing drug resistance profile of Candida filter disc assay was performed.
Growth of Candida decreases in the presence of different concentrations (0.05 g, 0.1 g, 0.5 g, 1 g and 3 g) of Ascorbic acid. During H + efflux all compounds (Nystatin Clotrimazole, Fluconazole and Ketoconazole) showed a tendency towards alkalination maximum being with fluconazole (pH 7.06), Ascorbic acid Clotrimazole together showed maximum alkalination (pH7.36). Synergistic effect of Ascorbic acid (100mg/ml) and compounds (0.5, 1.0 and 5 mg/ml) observed on drug resistance profile showed increase in zone of inhibition from 0.9 cm in 0.5mg/ml to 1.7 cm in 5mg/ml in case of Fluconazole, but in Ketoconazole increment in zone was from 1 cm in 0.5mg/ml to 1.4 cm in 5mg/ml. Maximum increase in zone diameter was found in Clotrimazole from 2.8 cm in 1mg/ml to 4cm in 5mg/ml. Nystatin showed increment from 2.1 cm in 1mg/ml to 2.6 cm in 5mg/ml. with the increase in concentration of antifungal drugs.
Higher concentration of Ascorbic acid alone and with antifungal drugs showed inhibitory effect on drug resistance profile. H + efflux data of antifungal drugs indicating higher alkalinity when recorded along with Ascorbic acid may be due to impairment or alteration in permeability barrier of the cell membrane. With the emergence of MDR and AIDS-related TB, focus has now shifted in exploring new natural compounds in combating TB. Thus, we explored the effect of natural herbal component, namely neem extract, in the containment of Mycobacterium tuberculosis (MTB).
The H 37 Rv strain of MTB was grown in modified Sauton's medium till mid-log phase. Peripheral blood mononuclear cells (PBMC) were isolated by density gradient sedimentation on Ficoll-Paque separation medium. Adherent monocytes obtained from PBMC's were infected with H 37 Rv for 90 min. in the ratio of 1:1 (1 bug: 1 cell). Thereafter, after washing, infected cells were co-cultured with varying doses of neem extract for 24 hrs, and harvested subsequently. Modulation of secreted TNF-á, iNOS and MTB Ag85 complex expressions in culture supernatants was estimated by ELISA.
We report the high basal expression of secreted tumor necrosis factor-á (TNF-á), inducible nitric oxide synthase (iNOS) and MTB Ag85 complex in MTB-infected monocytes was suppressed by neem extract in a dose-dependent manner (P<0.001 for all). A concentration of 1ug/ml of neem extract showed a suppression by ~ 2.5-fold (P<0.001), 1.7-fold (P<0.001) and 1.8-fold (P<0.001) in the expressions of secreted TNF-á, iNOS and MTB Ag85 respectively in 24 hr culture supernatants of MTB-infected monocytes.
Thus, neem extract seems to be a potential future adjunct for in-depth studies in the management of tuberculosis. GTP-binding proteins (G proteins) are a critical element in cellular signaling, which specifically bind and hydrolyse GTP in order to activate or inactivate the cognate GTPase. The structure and sequence motifs of G-proteins are highly conserved in all organisms ranging from prokaryotes to eukaryotes. In some bacteria, these proteins are essential for normal growth and development. However, exact role of G-proteins in the life cycle of prokaryotes are still poorly understood. Complete genome sequence of Mycobacterium tuberculosis H 37 Rv, suggests the presence of several homologs of bacterial G-proteins. In the present study, a G-protein, Era of M. tuberculosis H 37 Rv were cloned and expressed in Escherichia coli. Purified proteins showed GTP-binding and hydrolyzing activities. A point mutation in the conserved GTP-binding motif, AspXXGly (Asp to Ala) in Era (Asp-258) proteins resulted in the loss of the associated activities, confirming that known key residues in well-established G-proteins are also conserved in mycobacterial homologs. This study confirms that Era of M. tuberculosis H 37 Rv are functional G proteins. Studies are in progress to understand the physiological significance of these proteins in M. tuberculosis H 37 Rv. Mean serum nitric oxide level in newly diagnosed patients with pulmonary tuberculosis (56.36 ± 9.67 μmol/L) and extrapulmonary tuberculosis (57.33 ± 7.50 μmol/L) was significantly increased (P<0.001) as compared to normal control group (36.06 ± 1.93 μmol/L). Similarly serum protein carbonyl level in pulmonary tuberculosis (6.510 ± 0.39 nmol/mg) and extrapulmonary tuberculosis (5.788 ± 0.369 nmol/mg) was significantly increased (P<0.001) as compared to control group (4.390 ± 0.20 nmol/ mg). Pearson's correlation coefficient between serum nitric oxide and protein carbonyl shows positive correlation (r = 0.5802).
We concluded that, serum nitric oxide and protein carbonyl levels was significantly increased and positively correlated in newly diagnosed tuberculosis patients before anti-tuberculosis treatment. There is need to include free radical scavenging element to prevent further host tissue damage and it may helpful for better management of tuberculosis patients.
